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AMENDMENTS TO THE SPECIFICATION 

Please substitute the originally filed sequence 
listing with the enclosed substitute sequence listing, 
renumbered pages 1-53. 

Amend the paragraph on page 62, lines 1-7 as follows: 

For example, a duplex comprising an antisense 
strand having the sequence CGAGAGGCGGACGGGACCG (SEQ ID NO: 
74 ) and having a two-nucleobase overhang of 
deoxythymidine (dT) would have the following structure: 

cgagaggcggacgggaccgTT Antisense Strand (SEQ ID NO: 75) 

M I I I I I I I I I I | | | | | M 
TTgctctccgcctgccctggc Complement (SEQ ID NO: 76) 

Amend the paragraph on page 64, line 21 through page 
65, line 2 as follows: 

The concentration of oligonucleotide in each well was 
assessed by dilution of samples and UV absorption 
spectroscopy. The full-length integrity of the individual 
products was evaluated by capillary electrophoresis (CE) in 
either the 96 -well format (Beckman P/ACE™ MDQ instrument ) 
or, for individually prepared samples, on a commercial CE 
apparatus (e.g., Beckman P/ACE™ 5000 instrument , ABI 270). 
Base and backbone composition was confirmed by mass 
analysis of the compounds utilizing electrospray-mass 
spectroscopy. All assay test plates were diluted from the 
master plate using single and multi-channel robotic 
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pipettors. Plates were judged to be acceptable if at least 
85% of the compounds on the plate were at least 85% full 
length . 

Amend the paragraph on page 75, lines 3-8 as follows: 

The repetitive pipetting and elution steps may be 
automated using a QIAGEN™ Bio-Robot 9604 instrument 
(Qiagen, Inc., Valencia CA) . Essentially, after lysing of 
the cells on the culture plate, the plate is transferred to 
the robot deck where the pipetting, DNase treatment and 
elution steps are carried out. 

Amend the paragraph on page 77, lines 8-21 as 
follows : 

PCR reagents were obtained from Invitrogen 
Corporation, (Carlsbad, CA).. RT-PCR reactions were carried 
out by adding 20 \iL PCR cocktail (2.5x PCR buffer minus 
MgCl 2 , 6.6 mM MgCl 2/ 3 75 jliM each of dATP, dCTP, dCTP and 
dGTP, 375 nM each of forward primer and reverse primer, 125 
nM of probe, 4 Units RNAse inhibitor, 1.25 Units of 
PLATINUM® Taq reagent, 5 Units MuLV reverse transcriptase, 
and 2.5x ROX dye) to 96-well plates containing 30 |aL total 
RNA solution (20-200 ng) . The RT reaction was carried out 
by incubation for 30 minutes at 48°C. Following a 10 minute 
incubation at 95°C to activate the PLATINUM® Taq reagent , 40 
cycles of a two-step PCR protocol were carried out: 95°C for 
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15 seconds (denaturat ion) followed by 60°C for 1.5 minutes 
(annealing/extension) . 

Amend the paragraph on page 77, line 2 2 through page 
78, line 2 as follows: 

Gene target quantities obtained by real time RT-PCR 
are normalized using either the expression level of GAPDH, 
a gene whose expression is constant, or by quantifying 
total RNA using RiboGreen™ reagent (Molecular Probes, Inc. 
Eugene, OR) . GAPDH expression is quantified by real time 
RT-PCR, by being run simultaneously with the target, 
multiplexing, or separately. Total RNA is quantified using 
RiboGreen™ RNA quantification reagent (Molecular Probes, 
Inc. Eugene, OR) . Methods of RNA quantification by 
RiboGreen™ reagent are taught in Jones, L.J., et al , 
(Analytical Biochemistry, 1998, 265, 368-374) . 

Amend the paragraph on page 78, lines 3-9 as follows: 

In this assay, 170 |aL of RiboGreen™ working reagent 
(RiboGreen™ reagent diluted 1:350 in lOmM Tris-HCl, 1 mM 
EDTA, pH 7.5) is pipetted into a 96-well plate containing 
30 jaL purified, cellular RNA. The plate is read in a 
CytoFluor™ 4 000 apparatus (PE Applied Biosys terns) with 
excitation at 485nm and emission at 530nm. 

Amend the paragraph on page 78, line 2 9 through page 
79, line 14 as follows: 
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Eighteen hours after antisense treatment, cell 
monolayers were washed twice with cold PBS and lysed in 1 
mL RNAZOL™ reagent (TEL-TEST »B» Inc., Friendswood, TX) . 
Total RNA was prepared following manufacturer's recommended 
protocols. Twenty micrograms of total RNA was fractionated 
by electrophoresis through 1.2% agarose gels containing 
1.1% formaldehyde using a MOPS buffer system (AMRESCO, Inc. 
Solon, OH) . RNA was transferred from the gel to H YBOND™ - N+ 
nylon membranes (Amersham Pharmacia Biotech, Piscataway, 
NJ) by overnight capillary transfer using a 
Northern/Southern Transfer buffer system (TEL-TEST "B" 
Inc., Friendswood, TX) . RNA transfer was confirmed by UV 
visualization. Membranes were fixed by UV cross- linking 
using a STRATALINKER™ UV Crossl inker 24 0 0 apparatus 
(Stratagene, Inc, La Jolla, CA) and then probed using 
QUICKHYB™ hybridization solution (Stratagene, La Jolla, CA) 
using manufacturer's recommendations for stringent 
conditions . 
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